[Abstract] Angiogenesis is the formation of new blood vessels from a pre-existing vascular bed. It is a multi-step process beginning with enzymatic degradation of the capillary basement membrane, followed by endothelial cell (EC) proliferation, migration, tube formation, assembly of a new basement membrane, and pericyte stabilization. Aberrant angiogenesis plays a major role in the pathogenesis of many diseases. The regulation of this complex process is an important therapeutic target. Success in this pursuit, however, requires the development of in vivo angiogenesis models that provide a reliable and facile platform for mechanistic studies of angiogenic regulation as well as drug development and testing (Carmeliet and Jain, 2011).
Postnatal development of mouse retinal vasculature offers a unique and powerful in vivo
angiogenesis model because, unlike other species, mice undergo extensive angiogenesis-dependent maturation of their retinal vessels after birth. As such, this model is also very useful for the mechanistic study of embryonic vascularization (Stahl et al., 2010; Adini et al., 2003) .
This protocol describes the steps involved in the whole mount processing of mouse eyes for visualization of the retinal vasculature. 2. Euthanize the animal by using CO2 10 min after IV injection. Enucleate the mouse eye by pulling apart the eyelids, and placing a curved forceps under the eyeball. Close the forceps and grip the connective tissue and optic nerve, being careful to avoid squeezing the eyeball, and gently pull the eyeball from the orbit. Place the eye in 10% Formalin (or 4% PFA) overnight at 4 °C to fix the tissue.
3. Wash eyes after formalin-fixation 3 times for 15 min with shaking at room temperature in PBS.
http://www.bio-protocol.org/e1546 Vol 5, Iss 15, Aug 05, 2015 3 4. After washing the fixed, enucleated eyes, remove the cornea, iris, lens, sclera, and choroid (primary cut around the limbus). Use an 18G needle to make a small hole in the posterior of the limbus. After puncturing the limbus, use micro-scissors to cut around the circumference of the limbus. After finishing the cut, use forceps to remove the cornea, iris, lens, and sclera. Extract the vitreous gel using micro-forceps, or by gently squeezing it out. In order to free the retina use two pairs of micro forceps and go around the edges to separate the retina from the eyecup and then gently squeeze the retina out. If necessary, remove the hyaloid vessels with micro forceps (Figure 1) . 
Notes
Thoroughly washing the retinas after labeling with BS-1 (LEC)-TRTIC is critical, do not reduce the washing step.
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